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Who's in Lab:

Just met up with Tyler because the sequencing results are somewhat incomplete.
The LC1853 (DNA Ligase) and LC1539 (DNA polymerase) were sent to the UIUC Core sequencing Facility
on 10/4/17.

While the results do indicate that the something similar to our inserts are both in our JOE vector
plasmid, we cannot be sure until we get the entire sequence verified. We have issues with the endings of
the sequence. While the endings of a sequence are never guaranteed a good seqeuncing read because
the process of sequencign the DNA, our fault was that we used primers designed specifically to the
genes themselves as opposed to primers that were designed for the vector JOE.

We need to send in results with REV and FOR primers for JOE (we already have these in the —20F freezer
) to have sequecning begin updtream of our gene of interest.

FOR LC 1853,

We are missing DNA seqwuencing data for the middle of the gene. Hence we need to design FOR and
REV primers for the middle of the gene to get sequence for that.

LC1539 (DNA Ligase):
The middle part of the sequence is known and the linker SSB protein DNA (Sulfolobus solfataricus)
had 100% identicalness when we blasted the translated PROTEIN sequence of the nucleotide

returned from UIUC core with the protein sequence we had found.

The DNA polymerase sequence itself had 96% identicalness with the sequence we had found
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Reverse LC1853 primer sequence read nucleotide blast results:
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Score Expect Identities Gaps Strand
1306 bits(707) 0.0 787/822(96%) 27/822(3%) Plus/Minus
Query 1431 TTT-CCA-GATAG-CAG-AARAA-TT AC-TC-GAC-AAA-CGTATAAT-CG-AARA 1478
TR ITATAT R IIIH (LTI T T
Sbjct 916 TTTCCCAGGATAGCCAGAARAAATTT NCNAAACCGTNTAATCCGAAAAR 857
query 1479 oo ||||||||||||||| ||||||||\||||| \|||||||||| ||\||||||\ 2
Sbjet 856 CGCCCAGGG CATAAGGTCT 797
Query 1534 iiiainazainunuctcc-nznaaiuacgch 1592
sbject 796 M‘CJ: I I l I I Tlréé(!‘r‘n!: | I 737
Query 1593 a tacatgaaactgagagagaaatacgaagaa TGAGAAGAATGAA 1652
|?|T|||||T|||||T| ||||||T| TIIHIIIIIIIIIIIII\IIIIII\
Sbjet 736 ACAAAAAGCTGAGAAGAATGAA 677
Query 1653 AATAGAAGAGTTCGACAAAGAGCTCAGGGAGCTCAACGATTACATCAGAAAGGTCAAGAA 1712
CLLLEE LU EEE LU LU LT T
Sbjet 676 AATACAACACTTCCACAAACGACGCTCAGGGAGCTCAACGATTACATCAGAAAGGTCAAGAN 617
guesy 413 || ||| | ||| 1| i | ||| 1l 1||||1||||||\|||||||T|7| fi
Sbjet 616 I I I I I I ' I l 557
Query 1773 atagagaaagagaagaaagatct caaaagagaatc 1832
TT’|T il T|||?|T|||T|T||T|||T||\|TT|TH|||?|T||||T N
Sbject 556 GATAGAGAAAGAGAAGAAAGATC 497
Query 1833 aa aaataaaaCl CTGAAAATCGAAGE CTCTGTGGGCAL 1892
|T’||T ?IIIIIlIIIIIIIIIIIIIIIIIHIIIII\IIIIIIIIIlIII\IIIIII\
Sbjct 496 ACGTGAAAATGGAAG CTCTGTGGGGAR 437
Query 1893 GGTCGTTGAGGTGAAAAGTGGCACCGCCCTTGTTGACTTTGGCTTTCTCAGATTGAAGGT 1952
e
Sbjct 4386 GGTCGTTGAGGTGAAAAGTGGCACCGCCCTTGTTGACTTTGGCTTTCTCAGATTGAAGGT 377
Query 1953 GCCCG'I'GTCGAAACTGA aaagacgaaaaaagaagagaagaaa aaacmac 2012
LLLLLL 11 ||i| | T u il il
Sbjct 376 &Cl’é’lﬂmé&hﬁl’: II ll || H ll I l 317
Query 2013 CTTCCGAGCT" 'GGTTGAAGAAGC 2072
I|II|||IIIIIIlIIIIIIIIIIII|IIIIHII|IH|II|IIIIIl|I|HIIIIH
Sbject 316 AAACCTTCGAGCTTCAGAACGG. 'GGTTGAAGAAGC 257
e AN e .
Sbjet 256 GGAGCCGCTTGTGAAGAAGTTCATCGATGACCTGATGATGAAACGGCATCAGCAANGGGA 197
Query 2131 TACATAATACACGGAAA-GGGCA-CCGGAAAGCTCGCATCTGGAGTA-TGGGA-AATAC- 2185
CLCLE LU UL DD § T
Ebjct 196 TACATAATACACGGAAATGGGCANCCGGAAAGCTCGCATCTGGAGTACTCCNTTAATANG 137
Query 2186 TGAGAAAGGACAAAA-GAGTGGTTTCTTTCA-GATTCGGAAC 2225
UL DD DT T
Sbjct 136 TGAGAAAGCACAAAACGAGTCCTTTCTTTCCNGATTCGGAAC
Score Expect Identities Gaps Strand
1262 bits(683) 0.0 757/791(96%) 24/791(3%) Plus/Plus
Query 49 AAGAAATACGCGC-TCTCTCACCT -GGGAAGAAAACATCT-~-~GGACACTCTCAMACCGA 103
CLDETEDETEE T LT T L1 TULILTLTT
Sbjct 114 AAGAAATACGCGCGTCTCTGACCTNGGGAAG-NCNTNTTTNNNGGACACTCTCAAACCGA 172
Query 104 CGGTGAATCCGTGGGACGAGCTCGAACTCGTGGAGGAGCTTCTGAACTATTTTAACAGGT 163
CLCLEE LU DL DD UL LT
Ebjct 173 CGGTGAATCCGTGGGACGAGCTCGAACTCGTGGAGGAGCTTCTGAACTATTTTAACAGGT 232
Query 164 GGGGAGAGCCTCCCATAAAGGGATTGAACGATATCTCTCAGGAAGTGGAGAAGGTGAAGT 223
CLLUECEE DD LT
) bj et 233 GGGGAGAGCCTCCCATAAACGGATTCAACGATATCTCTCAGGAAGTGGAGAAGGTGAAGT 292
Query 224 | | GMC ” 'S 283
LLLLLL ||| I
sbjct 293 H&mcm nénééuéré-f&&ém&écm&wé-:é 352
Query 284 ACATCCTGAAGAAAGAATTTGAAAAGCGTGAATACAGCAGACTCAAAGAGACCTTCTCCA 343
N A
Sbjct 353 ACATCCTGAAGAAAGAATTTGAAAAGCGTGAATACAGCAGACTCAAAGAGACCTTCTCCA 412
e N R
Sbjet 413 GGCTCAGCTCCTTCAGACACTTCGTAGAAGAGGTGAACAGGTGCATAGAACAGGATGGAG 472
Query 404 AGATCTCGGACCGTGCGAGTCCCAGATTGAGGGAGATCAGAACGGAAAAGAAGCGTCTTT 463
i
Sbjct 473 AGATCTCGGACCGTGCGAGTCCCAGATTGAGGGAGATCAGAACGGAAAAGAAGCGTCTTT 532
Ouerv 464 CCAGCGAGATAAACGAGAAAGGCCGATGATTTCGTCAGGACGCACTCTCAGATCCTTCAGG 523

https://onedrive live.com/edit.aspx ?resid=EDFF645EB8CA0CA4!696 &cid=edff645eb8ca0ca4&app=OneNote

2/3



10/26/2017 OneNote Online

. LTI I||||\IIIH|I ELLTLLTL HlIIHHHHIIHHHH
sbjet 533 CCAGCGAGATAAAGAGAARCGGC Gu'r'rcc'rcnccncc:cncu‘cmmuccm

Query 524 AACAGATGTACGTTTACAGGGATGGAAGGTATCTCTTCCCCGTGAAGGCTTCCATGAAGA

) HIIH\IIIHIIII\IIIHIHI\\HIIHIIIHIIIHHH\IIIHH\HI
Sbjct 593 AACAGATGTACGTT

Query 584 CTTCCG

) \IIII\\IIIHIIII\IIIHIHH\HIIHIIHHIIH\HIHIIHH\HI
Sbjct 653 'GAGGGGGATCGTTCACCATCTTTCCTCTTCCGGG! ACCGTCTTTCTGGA
e T
Sbjet 713 CCGACGAGTTCGTCGAACTGARACAACA TGCGTCTTTTAGAAGAGGAGGAAAGACTGG
Query 704 CTGAGA-CAGCT-GACGAAC, TCC-TTTCCAGG-CTCAACGAC

. \IIIIHIIIHIIIIHIHIH\HIIHI II\IHHHIHH\H
Sbjct 773 TCACCACCGATCCTCGAAAACAGCTGGACGAAC, TACT 'TCCAM TCAACGAN

Query 760 C-TT-GAGA-GGAAC- GTGG AACTC=AT-AGCGCG=TTT-CGAC-TCCC=TCT-ACGC-

[ LELL LLnT LLIL LLLLLL LLE LEEL DL L] L]

Ny
Sbjct 833 CN'I'I'NGAGMGGML’CGTGGGMCTECATTAGCGCGGTTTNCGACNTCCCCTN'L'NRCGC

Query 807 \Icﬁ Tﬁ?[ 816
sbjet 893 GGNTGAAG

What's next:

--Get lysozyme

--Do we have dNTPs?

--Dp we have DTT chemical?

--Do we have the PEG polymer buffer?

--We used a Taq Q5 polymerase, so our PCR should have been good, This gives us some confidence in our

contructs.

--We will use freeze and thaw method to lyse cells
--liquid nitrogen??
--Otherwise it's dry ice with isopropanol

--We will do colony PCRs to verify our results and we will also do sequencing...

--We need to design PRIMERS!!!!

--Use as checklist for what materials we need:

https://www.researchgate.net/post/Does_someone _have a_protocol for home_made Gibson_assem
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http://miller-lab.net/MillerLab/protocols/molecular-biology-and-cloning/gibson-assembly/
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Send Sigma Aldrich order
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